PR0531, PRO1083, PR0865, PR0788 and PR01114. 



EXAMPLE 131: Fibroblast fBHK-2n Proliferation fAssav 98^ 

This assay shows that certain PRO polypeptides of the invention act to induce proliferation of 
mammalian fibroblast ceUs in culture and, therefore, function as useM growth factors in maminfllian systems. 
5 The assay is performed as follows. BHK-21 fibroblast cells plated in standard growth medium at 2500 cells/well 
in a total volume of 100 iiL The PRO polypeptide, p-FGF (positive control) or nothing (negative control) are 
then added to the wells in the presence of 1/ig/ml of heparin for a total final volume of 200 iil. The ceUs are 
then incubated at SVC for 6 to 7 days. After incubation, the media is removed, the cells are washed with PBS 
and then an acid phosphatase substrate reaction mixture (100 ^il/weU) is added. Hie cells are then incubated at 
10 37°C for 2 hours. 10 fil per well of IN NaOH is then added to stop the acid phosphatase reaction. The plates 
are then read at OD 405mn. A positive in the assay is acid phosphatase activity which is at least 50% above the 
negative control. 

The following PRO polypeptide tested positive in this assay: PR0273 and PR0731. 

15 EXAMPLE 132: Induction of Endothelial Cell Anootosis (ELISA) fAssav 109^ 

The ability of PRO polypeptides to induce apoptosis in endothelial cells was tested in human venous 
mnbiHcal vein endothelial ceUs (HUVEC, CeU Systems) using a 96-well format, in 0% serum media 
supplemented with 100 ng/ml VEGF, 0.1% BSA, IX penn/strep. A positive result in this assay indicates the 
usefiihiess of the polypeptide for therapeutically treating any of a variety of conditions associated with undesired 
endoflieUal ceK growth mcluding, for example, the inhibition of tumor growth. The 96-well plates used were 
manufactured by Falcon (No. 3072) . Coating of 96 well plates were prepared by allowing gelatinization to occur 
for > 30 minutes with 100 /A of 0.2% gelatin in PBS solution. The gelatin mix was aspirated thorou^y before 
plating HUVEC cells at a final concentration of 2 x 10* ceUs/ml in 10% serum containing medium - 100 ^^1 
volume per well. The ceUs were grown for 24 hours before adding test samples containing the PRO polypeptide 
of interest. 

To all weUs, 100 /^l of 0% serum media (Cell Systems) complemented with 100 ng/ml VEGF, 0.1% 
BSA, IX penn/strep was added. Test samples containing PRO polypeptides were added in triplicate at dilutions 
of 1 %, 0.33 % and 0. 1 1 % . WeHs without ceUs were used as a blank and wells with ceUs only were used as a 
negative control. As a positive control, 1:3 serial dilutions of 50 fA of a 3x stock of staurosporine were med. 
The cells were incubated for 24 to 35 hours prior to ELISA. 

ELISA was used to determine levels of apoptosis preparing solutions according to the Boehringer 
Manual [Boehringer, Cell Death Detection EUSA plus. Cat No. 1 920 685]. Sanqjle preparations: 96 well 
plates were spun down at 1 krpm for 10 minutes (200g); the supernatant was removed by fast inversion, placing 
the plate upside down on a paper towel to remove residual Uquid. To each weU, 200 fA of IX Lysis buffer was 
added and incubation aUowed at room temperature for 30 minutes without shaking. The plates were spun down 
for 10 minutes at 1 krpm, and 20 fA of the lysate (cytoplasmic fi-action) was transferred into streptavidin coated 
MTP. 80 fil of immunoreagenl mix was added to the 20 fA lystate in each weU. The MTP was covered with 
adhesive foil and incubated at room tempearature for 2 hours by placing it on an orbital shaker (200 rpm) . After 
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two hours, the supernatant was removed by suction and the wells rinsed three times with 250 jA of IX incubation 
buffer per weU (removed by suction). Substrate, solution was added (100 fA) into each well and lincubated on 
an orbital shaker at room temperature at 250 rpm until color development was sufficient for a photometric 
analysis (approx. after 10-20 minutes). A 96 well reader was used to read the plates at 405 nm, reference 
wavelength, 492 nm. The levels obtained for PIN 32 (control buffer) was set to 100%. Samples with levels 
> 130% were considered positive for induction of apoptosis. 

The following PRO polypeptides tested positive in this assay: PR0846. 

EXAMPLE 133 : Induction of Endothelial Cell Apoptosis (Assav 73> 

The ability of PRO polypeptides to mduce apoptosis in endothelial cells was tested in human venous 
umbilical vein endothelial cells (HUVEC, Cell Systems). A positive test m the assay is mdicative of the 
usefidness of the polypeptide in ther^eutically treating Gmiors as well as vascular disorders where mducing 
apoptosis of endothelial cells would be beneficial. 

The cells were plated on 96-well microtiter plates (Amersham Life Science, cytostar-T scintillating 
microplate, RPNQ160, sterile, tissue-culture treated, individually wrapped), in 10% serum (CSG-medium, Cell 
Systems), at a density of 2 x 10" cells per well in a total volume of 100 /^l. On day 2, test samples containing 
the PRO polypeptide were added m triplicate at dilutions of 1 % , 0.33 % and 0. 1 1 % . WeUs without cells were 
used as a blank and wells with cells only were used as a negative control. As a positive control 1:3 serial 
dilutions of 50 ;A of a 3x stock of staurosporine were used. The abiUty of the PRO polypeptide to induce 
apoptosis was determmed by processing of flie 96 well plates for detection of Annexin V, a member of the 
calcium and phospholipid binding proteins, to detect apoptosis. 

0.2 ml Annexin V - Biotin stock solution (100 jwg/ml) was diluted in 4.6 ml 2 x Ca^"^ binding buffer and 
2.5% BSA (1:25 dilution). 50 fA of the diluted Annexin V - Biotin solution was added to each well (except 
controls) to a final concentration of 1 .0 //g/ml. The samples were incubated for 10-15 minutes with Annexin- 
Biotin prior to direct addition of ^^S-Streptavidin. ^^S-Streptavidin was diluted m 2x Ca^* Bmding buffer, 2.5 % 
BSA and was added to all wells at a final concentration of 3 x 10" cpm/well. The plates were then sealed, 
centrifiiged at 1000 rpm for 15 minutes and placed on orbital shaker for 2 hours. The analysis was performed 
on a 1450 Microbeta Trilux (Wallac). Percent above background represents the percentage amount of counts 
per mmute above die negative controls. Percents greater flian or equal to 30% above background are considered 
positive. 

The following PRO polypeptides tested positive m this assay: PR0719. 

EXAMPLE 134 : Human Venous Endothelial Cell Calcium Flux Assav (Assav 6S) 

This assay is designed to determine whettier PRO polypeptides of the present invention show the ability 
to stimulate calcium flux in human umbaical vein endothelial cells (HUVEC, CeU Systems). Calcium mfiux is 
a well documented response upon binding of certain ligands to then- receptOK. A test compound fliat results in 
a positive response m flie present calcium influx assay can be said to bind to a specific receptor and activate a 
biological signaling pathway in human endothelial cells. This could ultimately lead, for example, to endotiielial 
cell division, inhibition of endothelial cell proliferation, endothelial tube formation, cell migration, apoptosis. 
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etc. 

Human venous umbilical vein endothelial cells (HUVEC, Cell Systems) in growth media (50:50 without 
glycine, 1% glutamine, lOmM Hepes, 10% FBS, 10 ng/ml bFGF), were plated on 96-weU microtiter 
ViewPIates-96 (Packard Instrument Company Part #6005182) microtiter plates at a cell density of 2 x 10* 
cells/weU. The day after plating, the cells were washed fliree times with buffer (BBSS plus 10 mM Hepes), 
5 leaving 100 fA/well. Then 100 /^1/weU of 8 uM Fluo-3 (2x) was added. The cells were incubated for 1.5 hours 
at 37°C/5% CO2. After incubation, the cells were then washed 3x with buffer (described above) leaving 100 
M/well. Test samples of the PRO polypeptides were prepared on different 96-well plates at 5x concentration 
in buffer. The positive control corresponded to 50 /M. ionomycin (5x); the negative control corresponded to 
Protein 32. Cell plate and sample plates were run on a FUPR (Molecular Devices) machine. The FLEPR 

10 machine added 25 /A of test sample to the cells, and readings were taken every second for one minute, then every 
3 seconds for the next three minutes. 

The fluorescence change from baseline to the maximum rise of the curve (A change) was calcxdated, 
and rqplicates averaged. The rate of fluorescence increase was monitored, and only those samples which had 
a &. change greater than 1000 and a rise witihin 60 seconds, were considered positive. 

1 5 The following PRO polypeptides tested positive in the present assay: PR077 1 , 



EXAMPLE 135 : Induction of c-fos in Endothelial Cells (Assay 34) 

This assay is designed to determine whether PRO polypeptides show (he abiUty to induce c-fos in 
endothehal cells. PRO polypeptides testing positive in this assay would be expected to be useful for the 
therapeutic treatment of conditions or disorders where angiogenesis would be beneficial including, for example, 
wound healing, and the like (as would agonists of these PRO polypeptides). Antagonists of the PRO 
polypeptides testing positive in this assay would be expected to be usefiil for the therapeutic treatment of 
cancerous tumors. 

Human venous umbilical vein endothelial ceUs (HUVEC, Cell Systems) in growth media (50% Ham's 
F12 w/o GHT: low glucose, and 50% DMEM without glycine: with NaHC03, I % glutamine, 10 mM HEPES, 
10% FBS, 10 ng/ml bFGF) were plated on 96-well microtiter plates at a ceU density of 1x10* cells/well. The 
day after plating, the cells were starved by removing the growth media and treating the cells with 100 >til/weU 
test samples and controls positive control = growth media; negative contirol = Protein 32 buffer = 10 mM 
HEPES, 140 mM NaCl, 4% (w/v) mannitol, pH 6.8). The ceUs were incubated for 30 minutes at 37°C, in 5% 
CO2. The samples were removed, and the first part of the bDNA kit protocol (Chiron Diagnostics, cat. #6005- 
037) was followed, where each capitalized reagent/buffer listed below was available from the kit. 

Briefly, the amounts of the TM Lysis Buffer and Probes needed for the tests were calculated based on 
information provided by the manufacturer. The appropriate amounts of thawed Probes were added to the TM 
Lysis Buffer. The Capture Hybridization Buffer was warmed to room temperature. The bDNA strips were set 
iq) in the metal strip holders, and 100 fd of Capture Hybridization Buffer was added to each b-DNA well needed, 
followed by incubation for at least 30 minutes. The test plates with the ceHs were removed from the mcubator, 
and die media was genfly removed using die vacuum manifold. 100 /A of Lysis Hybridization Buffer with 
Probes were quickly pipetted into each well of the microtiter plates. The plates were then incubated at 55 °C for 
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